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m ^m m 

[0001] y^mmtt. Tji^'yy^^-^—m(D^^Rxf/'x\t.fhm(Dtci^(DmM. mmzr/v^y 
[0002] mm^i^^n^m^m(D^fs:h(D'r^h^T/wyy^^'^--m<Dmm(D^^tM<Dm 

[0003] vitv«. Tji-ryy^^'^—m<D^mtmnK. rKT^><h't\^tffvb—m(D^>^<^m 

(Dm(±m&.«:)^<Dmm^m7f)m^i-^t\^mxh^o mmi^\t. is app(/3 - 

amyloid precursor protein) tmttl^imJ^MM^^>^<:!^M<DmSl^^M7!)^ jS -fe^ 

•^Kii^xmm^^n ( y :hyV) . ^m^mm)^ ( is 4ox« /s 42) ^t;?c5ic$s{B!i»f 

^Autx^xmrn^Mo :L(DXofi:T^xiy(Y<DM^. mmm:^mmmm^mmm 
^mm-xm-.'^mmmh. m^-x.^. 2001^, 02o#. mn-^. p. 1489-1494 

[0004] r T^axTK^tftj {C^-:5V >-C. r;vyy^y(-^-m<D^mm (^ES^) • f&H? & (f&if 



wo 2005/023286 2 PCT/JP2004/012955 

[0005] ^r-e. tt. T^n^K^tfti:(iM?fe5T/^:y^N-r-^-?Pfl§^:^7^XAl;iS 
[0006] ±IB B 6<jSr3t^i-5y5:«). nmmmz.iS\,^XAlCDRXJ^p53<DmKi¥ 

[0007] ±|EP^i^y— 

[0008] :L(DX^fj::^^])—=^>^:^mX'n^:it(DXt^. r;vyysy(-^^m(D^^JSLXJ^/ 

[0009] :L(Oi:ofmM}iLrr:^ c-Abl^U^/Xttp 1 g'^Sr^^fife^^^irLT-^^i-S, T;v 
[0010] p53^^. ^F^{;i#^ti--5^^HT-T'fc«9. ^NaM^(D^j^^J^^'^DNA(7)^m^^fiv^, 

*fc. jNana^^-fk. i^iia^&'fb. jkWi^^. mmmT:^v-'^^)^^^\%m.^'to 
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^$tl/^c(Xinwei Cao et al.. Science, 293, 115-120, 

(2001)) o 

[0011] T/}^yy^^'^—m^^(D'^^±m^&Jpi:t>=^:^J>.(Dl^t\^X. Al 

[0012] ^L-C. :^mm^^n. AICDjStt)«p53<DtgSf^ffi lCj;Sp53(7)^5£>ft;;6Sp53(D^ 

[0013] c-AblS.t;«pl9'^r*, Mdm2;&Sp53{cjig'g''t-§(Dtr*^^6<Jl-|5H.*i-'5i5'i/^-^i5'® 
■X?fe^(R. V. Sionov et ah, Oncogene, 18, 6145-6157, (1999)) (DX\ AlCDRUp5 

[0014] >^^m f**fc. #sjNefla{c*3v ^xAicDRxj^e65(Dn:s:j^m^mW'r^mmm 
[0015] ±m:^^v-^>^:^mit. 
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[0018] m^^Wi^^'^^^MFeedii. AICUtm-^i^^B^U GaM^T^t^h^-T-fe^/W 
5(Xinwei Cao et al., Science, 293, 115-120, 

(2001))o iO^Bt-S^VNT. :^mm^hn. Fe65^^AICr>t^Ki^m\^XAlCD 

[0019] AlcICDfi. AICD^U^Fe65(^+BSf^ffl^Pl^i-'5#JM"efe^ (Araki, Y. et al., 
J. Biol. Chem., 279, 

24343-24354 (2004)) » Fe65le:*3ft5AICD<DJi$'g-§|S^S:«:PTB2K^>ri^-Cfc 
tvTV^6(Xinwei Cao et al., Science, 293, 115-120, 

(2001)) „ SB3?iJ^<??iB^J#-^l(i. Fe65lC*5tt'5PTB2K^-l'>'OT5y^ga^J^^i- 
#-^lXf*2{;:|E^(DT5/^ia^Jtr^tf-<^^KH. AICDS.tKFe65<0+aSf^ffl 
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[0020] ^mmi-t^tc. #j^j^JI&tC*3V^TAICD^OTip60(^)+i2f^ffl^SfP£*i--5^^M 

[0021] ±fS^i5^y— -ViJ^^^fi. 

[0023] l^h:/Tir^/Vh^>';?i:7a.^— ^Tip60{i, ;^f^-X?AICD^^'^#:^?10^b-C# 
iSJ^ffli^J!a<^^J}a3?E (TxKh— v-;^) Sr5l#&:i'r^^;iS^e>nTV (Ayae 
Kinoshita et al., 

J. Biol. Chem., 277, 28530-28536, (2002)) » rO^^(J:S<3V>T. 2f5:|§PJ#b}*> T 
ip60;5SAICD^t;?p53(Dtaaf^ffl^iiiif Si^MT'fe<9. AICDjtU?Tip60C0^BS 
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[0025] [013111 TKti^h^m.^. ^m:iT/vyy^^'^—m<Dmm^ii6if^AlCDRrJp5 

m^mQ^. p53Him^lia-e is APP&TJ^p53^3fe^J5im$-1i:^^i#OMDM2>^i3 
[|2l7]|l|7f*, p53^^»-e /3 APP^tJ?p53^3a$IJ^m$iir^ci^#OBax7'ti^— 
[ia8]El8f*. p53#^mjNBJ8S-C jS APP^3^^J^m$-&yh^#(Z)p21>^ci^-i5'— <D 

. [igio]iaio«. p53#^Bm^iia-e/3 APP?:3^$>mm^-frfc^troBax:;^ci^— 

[m 1 l]|ll 1 1 p53|g^^JiaT'p53^3i$iJ^m$-frfc:^t om^JiiM4=« ocr^-^Sr 
[|gi2]|g|12{*. p53^mJNBi}&-e /3 APP;S:^^M^$-ti:fc^t<^m^JWtt3nc=:-^ 
[|2113]iai3(*. p53#^^mJisWJiaT' i3 APP^3S$!l^m$iir:rci:t<D^^J»tt=inc:i- 
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[|2ll4]|g| 14(*. i^::^Zfy^XDmtSH-SY5YmS^<Dm}!^^^^t(Dm^^^'r^ 
[m 1 5] El 1 5 , SH-S Y5Y^ jiS icMir:s>iy:^z^^^>'^m{zXoXn(btifc&^(D 

[0026] i^JlT. 2|s:^PJ<^0iiJJC^Jfe?^^^tJi§g«o 
[0027] (AICD^TJ^pSaO+BSf^ffl) 

-fe-Y^ i3 APP^TJ?/X{^CD(D#?i TT-tf 5ii:(ilJ:oT. /3 APPXf* AICDtp 

[0028] p530^^i:H^S14{J:*j-i-S /3 APPO^# : 

pSS^^mUTV ^5U20sm^v:$P>{^:p53Jte^^^^Ai-S^, p53f:iSJ^;-r^ 
(p21, MDM2. BaK)m\^7!)^±7!)^^^tjb^^htlX\^^^o ^^X\ p53 

(Df^tp«9(;i i3 APPt:=i—h^ir?>mB^^mxir^^tizXoXZ.tih<D-:^vi^—^— 

[0029] ;ifflc6<J(C}i, l9tSM<?5p53^^mbTV^SU20SjNBJia{^i3APPO|il^^^i5?— . 
^TJ?p53(CSi^?t"S:/ci^— (p21, MDM2, Bax) i|^#-f5l^7}^— r^'— 

^-^^A-rso 48^p^^. mm^wiuvx^(D/\^i>^^=r.y>-^mi^^m^'r^o >i 
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[0030] m2n. pss^mmm-^ & APT^m^mi^^^fz.}i^(op2i':fx2^—?—<D^m: 

[0031] m2—Afi^h. i3 APPOSS^y^^lJlctoT. p21, MDM2, BaxSjfeOT'n^— 

[0032] ^fil. p53^ 3 APP^#ffl-r§^i:-ep53(0«i4j6S$^>(C±;6S<5;6vg:d.^^@^f S 

[0033] =if<*i:6<J{;i«. WH4M(^p535SrliimLTV >5U20SjMJ!a{J: jS APPO^m^i^iJ'— > 
p53<D^m-<iJ^i5'— . ^U?p53(c:S/^:i-6:/n^— (p21, MDM2. Bax)^-^ 

[0034] mSf^i. p53|§m^liST' /3 APP^U?p53^MJ^^$-1irfc^#Op21^a^-i5^— 

c^sts^^-ri/7:7-e^s„ me}*, p53^m*BflS-e /3 App^t/p53^sr3s$imm$ 

j8APPJStt;«p53Sr3i^JISm$'fr/c^#<?DBax:7'i3^— ^— (D?£t^Sr^i-^7:7-r*fc 

So 

[0035] BIS— 7d^b. i3 APP^t;?p5303i$lJ|imtc:J;oT. p21, MDM2, BaxS3l507° 
ci^~i5'-<0^i4;d5VN-ftvtj. /3 APP^^^-e3ii^J^m$-1iry5:#'^{-lt'<T. 

p53<D^14^b;5S^i^$;h.§o 
[0036] ^;</7^>f:/3>hn-/v^bT. p53Sr^mb7'jJV >j^J!at:ffi V ^T. I^^<7)f^l|^$ri^«9 

[0037] if t«fe^p53^:5^<H1299JisBlia{C jS APPO^^^:^^— . S.tJ«p53{cS^£:i-5:/a 
^— ^— (p21. MDM2. Bax) ^^-TS^^— iJ'— <i^i5'— ^^AfSo 48NfK 
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[0038] lasf*. p530m^mm-^ js APP^mm^^^'^tct^<Dp2izfvi^—'$f—(Dm 

[0039] 08— 10>e>*e>> j3APPO^^mm(-J;oT%.p21.MDM2. BaxS5f5<^7'n^— 

. MIBU20S^Jia-T?ia^$tlfc3 APP{Cj;5p21, MDM2, Bax:/n^— <D?& 
14>fb{i /3 APP{^J;Sp53(D^14>fk{J:^H'rs:i^;6S^i^$tLSo 

[0040] psz(omi^mm^^mmRxy^mfmmmm' 

±3iE<^^i^-effl V ^^U20S^sfflJia-ep53;6S;^5l5(^jMJ8SiimJ1]^J tg,S.U«^Iia5ESI# 
[0041] aW4M<^p53^^mLTV^5U20SjNBJIla^Cp53<^^m^^5^;5'— ^^AUfc^. iNB 
^)t^fc^;^t^lElll^c^i-<, p53^^jNaJiaT*p53^g^$iJ^m$'^/ct#0^ 

[0042] igii;6^e>x p53<7)3S^ji§mj-J:oT. GAism.m&(o^^=-—mi^'mmva^(>vk. 

^btf^^t^^o =BeoT. U20S^fla-C«p53fe#tt<^«fflfiaiim«J$tJ33:«jNBJia5E;6S® 

[0043] p53(^^Jiaii JitfflJ$iJtg&t/^Jia^^^tg{3:^i-5 /3 APP<^^# : 

j3 APP^^A-rsr t-Cf*3?£i4p53<^jiWliaiiJ»«l^Jtg^tJ«j^iia5Eil^tg 

[0044] »tiM(^p53^^3^LTV ^-5U20SJ^Jia{c jS APP<D^m-<^^— Sr^Abfc^. 
*iaiiaSrG418#lST-e^«-r5o 2Mra^. G418e^i403n^-^^a!)^-t-5o 
#^tLfc:^||:^Sriai2{J:;^-ro Illl2(i. p53^^*|Bia-C /3 APP^3S^J|§^$-^fct 
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[0046] :^^y'^-:^=i>'hu—/VtVX^ W\^^p53^^m.\^^£^^lil299K&m'Cmm<D^^ 
[0047] Illl3;5^e>. fiAPP(D^kmmm^X^Xh.G418m^^(D=i^:i^—Wcf)m'P\^^J: 

[0048] ^^:^-:fy^>izx^mm^mm: 

[0049] #^^MS5l5<^JNaJ9ai5|c-efe5SH-SY5YjBBJiaSr«3^>NHJ!a^bT^ffli-5o SH-S 

[0050] iai4d^f>. SH-SY5Y^Jia;&sv;^r7^:/<^.^*tc:^fe#bT^^^i>Lfc::i:;5s-9.;5^ 
[0051] ^(ci, SH-SY5Y^jia{c^i-5e/^:/75^:/^ffi(cj:oT#btvfc0i^tr:feS7' 

3gLfcm. p53. p21. fiAPPRXJ^Actin(Dm^M^1^-:fvi>yhX'^^i-^o ^hK 
. 13 APPS5l50M#J^p53^0^2f^fflSr:feig«fcl^3tTJ«:feiK>^n^yh{cJ:oTft|«f 
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ttp53<D^S>fbt;i#5«i4'fbi;iJ;6t><^-e*>t). ^©^{c js app*5|5oM«^^p53^ 

(Dm:s.^miimmm^m^\^x\^^z.bii^^^^fi^o 

[0053] i3APPS3l$O02^C6O(D^-^(D^lS'fk: 

[0054] \j2osmmz.Yi.AGmm^fz.cm^^u^^^^fzMi. Uf^(Dmm^:i^m:^nm 

[0055] *fc. ^FLAG^^*:?rffl V ^fi^^Pk^mx^ C60<7)5>^Sr^>f k^Wtcm^i-^o 
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^Mi^M!t>ir^m-^h^o M^. rFLAG-C60jf*C60<^5>*^x tdapuw:^-^ 

—:^—DAPl(D^m^^'r^Mi^nf^^-t^m'(^^^. rMergeJ ft±m2m(D^M^ 
[0056] 13 APP^^(DmmC5SXi'iC60tp53t(DmKi¥m : 

[0057] FLAG^ab)tC58XJ*C60^lrCOS7jNBJ§at3:3S^J^m$-^fc^x p53t(D+BSf^ 
[0058] |lll80*±^(D|2|{i. jSBJiS^«?^^(^K#^S)^^p53^«s:-C^^^t|^$■fr. tt^ 
[0059] T/l^^y/N-r-^— #!^* /S APPO^^M^^T'^S iS 42X{* iS 40;iSjjsHJiam{c:et^bT 

-^^rb-C. AICD^^^^i-^m^^O^a, §i|g;6S3tx.e>tt5o ^btil. AICD^U^p 
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[0061] {T/}^yy^^^—m<D^^RXJ^XXi^mm(Dfci!b(DmM) 

±IE-<>^^K«:. 4!^^<^:^ife(^J;tf5. MerrifieldcD@ffi'^^ife) icj^oT-^^fS^ 
[0062] ZJc\.h(Ommt. #^»0#^fife^<l:^#6<JiCfF^$ia,Sa^. t»b<{*^^^^J^ 

M-g-LT. m^fmw^h\jtd^(oxih^. ^n-\zmjtmmi.^ ^n. tsc^j. w. 

[0063] (T^u-yy^^'^—m<D^mRxji(xx\-imm<Dtcii>(Dmm(D:;^i!^v-^>'^^ 
m^. T;vyy^^^--m(D=^V5my^/x\-t^m(Dfcji)<Dmmb\^^^ 

^:Xi/;^fetr»^i-So ^(7);^^y— mK.\i. Two-Hybrid System 
Gyuris, J. Cell, 

75, 791-803 (1993); Golemis, E. A., Current Protocols in Molecular Biology 
Oohn Wiley & Sions, Inc.) Ch. 20.0-20.1, (1996)) {^X.^'MMX^^, 
[0064] ±ia>^i^y-^>'i5^;^i&f*:fe^^6^^fe{cj;t)^ii-rs^^;iW*bv\-r^^t?*,. 
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[0065] ^mmS^i^X-AlCD^^RXfp53'^^^m^^'^. — ^Nf^^M 

^•r^o :i^x^ ±mmmmm^tj:Tdt:=::;^htm^mmtt:mmimm\.x^ ± 

. T/^^'yy^-^--m<D^mRXJPXX\tmm(Dfc.tb(Dm^(DPs^})—::^:yi!fi^^^ 

[0066] ^mmit^fc. nmmmiz^\^ ^xAicDRxj^FeescDmKi^m ^mM-f-^mwm 

^:y^:}jm^mm^^o ^hi^. ^^^mmizm^xAicDRxmp60(DmKi^m^ 

mm^^mmm^^. r/i^yy^^-^-m<D^mRrjxx\imm(Dfcib(Dmmt\.x 

[0067] :=^mm(D^i!7v—=->i^:}jmxn^^t(Dx^:b. T/uyy^4'^—m<D^mRxj^x 
xiimm(Dtcib(Dmmt. T/]^yy^-('^—m^moB^xi-t^(Dmmmvitux(D 
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[0069] immi^mRx/\>T^^^:r.^^^3>^) 

COS7^t5l:h#^aU20SjNBJ}&f*. 10%^^«tt>fkl>i^il^ISjfiLtS(FBS. Life 
Technologies, Inc.) i:^— VU^^ (lOOIU/ml) /;^M^:7'h-^-l'->:^ (100 n g/ml) 
^^;(jPbfc^/V^5'=i^ife-f— i//V^ife(Dulbecco's modified Eagle medium: DME 

M)izmm^fco ui299}ihm:kms^mmmRxj^sH-sY5Yt:h^mwfms^i^. lo 

%f^^^i4>fkFBS^^=^/y^(l00IU/ml)/J5^M^7'h-=r>ri/V(l00Aig/ml) 

GENE6h^>';^:7^i5'i/3>'^^ (Roche Molecular Biochemicalsth®i)SrfflV>T^ # 

m^^(OVi^m\Z.-^^X. y:^^:73ii^hT5::/(LipofectAMINE. 
Life Technologies, Inc.tt:M)^>ffiV^■r||^fibfCo 
[0070] (/Vi>'73i^~ifT5/-fe^) 

U20S^JIia^l2lJr3iyKD:7'l/— h±-Cii5ft$-1i:(5 X lO^'mM/^^^^V) , p53tp2 

^5KDNAO^»^pcDNA3(Invitrogentl:®l)-t?— ^*(510ng) {C^o^to VT^ 

— iS'— T5/-fe^^ (PromegathSi) ^ffl V >Ta!|^bfCo 
[0071] (an-— J^f^T^y-fe^) 

U20S^Jia{i. p53^3-K-r5^^:/7;^^Koifrli*o#:&T. X«#^EJfeU 
(Ch^^^;5^73i>^hUfCo h9^^^y=ii^->3>48^m"^. G418(400Mg/mI(ft;^iiS 



wo 2005/023286 



16 



PCT/JP2004/012955 



[0072] mm^WTiy±-() 

Pij^-Ti?— h(5 X lo^ms/^y^^M f iJiloo M i<^^^;©fl&t?ttiiu #^-r 

bfCo ^!i7ai/K^®3tSf*> -^^^tiz/U^hV—y—UQOm. Bio-Rad Laboratories 

tfcM) ^ffi V >-C570nm-eaij^b:rco 

[0073] (^^ifcm^&TJ«^fe^yi35/h) 

?^EBCj^JiS^^S^af^^[50mMTris-HCl(pH7. 5). 120inM 

NaCK 0. 5% (V/V) Nonidet P-40. S.U'lmM :7airi/M^/l^>^/Vj]Ncn/V7nyK 

(PMSF)] ikjisffll}a^fi|i^<Srmp53^yi5'n-':^/l.^<*: (DO-1 . 

Oncogene Reserch Products^±W(^'^&it^^'^tCo '^^tt^^^^T'LAG^^-!^ 
^—-T/l^^mMZ. Sigma ChemicaltfcM)^ffiV^fc:^^>^n5/h(cj;?)^b/Co 

CL^ Amersham Pharmacia BiotechtfcSi) » 
[0074] (^Jja^lij) 

Sr7k?^lXPBS-t?2llII*r^L. lOmM Tris-HCl(pH7. 5), ImM EDTA. 0. 5% 
NP-40. RXJ^Z^tzy^T—ifm^M^^y^MSigmsi Chemical^fc®!) ?r^tf JNBBS^^i^ 
-r% 4^. 30^m. mmmmi^fco ^U-C. J^HJia^^i^^lSOOOrpmT'. 10 

m^RXJ^mf^Mm^^1^FL,AGl^i^. ^LamlnB^/^ci— (Ab-1 . 
Oncogene Research Productsii:Bl)X{i^ras^yi:7n— :^/^^^^:(RASK-3, 
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[0075] mmtik^) 

, 3. 7%*:/PAT/V7^tK-e®^>fbu. ^^a-e5:9■^^ o. 2% 

Triton X-100S^fflV^T]gaa^4^_h^f fCo 3%!j7i/jfiLttT/^^^>'^'^tf 1 XPBSIJ. 

^ (OlympusttiSi) T'li^UfCo 
[0076] ^J.±\mmJ-z.^O\^. tJ:J;«9. ^T^n^mf*:. jS . v -fe^l^^— ^Pfi^H 
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b3g{msmi<^^<*:i:^^M$-^^^^{cj;t).AICDXf:ip53^giflEMl(D^^t:i: 

taiE^20^^m'a'^*:^:«tria^2<?5^#:^;0«'a*<*:-^S>5M3(D^^«'g'(*:<D# 
[5] gB^JSOia^J#-^lXf*2lcfBm<^T^/^gB^J^tf-<y^KSr*^^5>^bT 
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f*^^(Z)^^#:-efe5mi<^^fe^^'^#:i:.AICD/Tip60^'^«i:^MIBmi<^^f*:i: 

m^i<DmW'b\tiSkfii^m2<D^^k^mm^^^:^Tiy':ft. 
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